HCC is a typical inflammation-related cancer, and genetic variations within the IL-37 gene may be associated with the risk of HBV infection. Identification of the allelic patterns that genetically have a high disease risk is essential for the development of preventive diagnostics for HBV-mediated liver disease pathogenesis. In this study, we aimed to investigate the association between single nucleotide polymorphisms (SNPs) within the IL-37 gene and disease sequelae associated with HBV infection. We genotyped ten IL-37 SNPs in 1274 patients infected with HBV and 599 healthy controls from a Saudi Arabian population. Among the selected SNPs, two SNPs (rs2723175 and rs2708973) were strongly associated with HBV infection, and six SNPs (rs2723176, rs2723175, rs2723186, rs364030, rs28947200, rs4392270) were associated with HBV clearance, comparing healthy controls and HBV infected-patients respectively. A suggestive association of rs4849133 was identified with active HBV surface antigen (HBsAg) carrier and HBV-related liver disease progression. In conclusion, our findings suggest that variations at the IL-37 gene may be useful as genetic predictive risk factors for HBV infection and HBVmediated liver disease progression in the saudi Arabian population.
1
. HBV is vertically transmitted from infected mothers to their offspring, though it is more frequently acquired through horizontal transmission including contaminated blood transfusion, parenteral routes or via sexual interaction 2, 3 . HBV infection affects more than 2 billion people globally, with a high prevalence in Sub-Saharan African and Southeast Asian countries including Saudi Arabia 2, 4 . In approximately 90% of cases, HBV infection is acute, and the virus is cleared within 6 months by the natural immune response 5, 6 . Most patients chronically infected with HBV are . Belonging to the Hepadnaviridae family that replicates in human hepatocytes, HBV is an enveloped non-cytopathic virus containing a partially double-stranded viral DNA genome of 3.2-kb length within its core 9, 10 . After infecting hepatocytes, HBV releases its genome into the cell host nucleus for viral RNA transcription, DNA replication, and viral protein synthesis including HBV surface antigen (HBsAg). The degree of severity of HBV infection is influenced by several factors such as the age at infection, longer duration of infection, immune status, HBV genotype, high degree of viral mutations, high level of HBV replication, co-infection with hepatitis C or delta virus, or with human immunodeficiency virus (HIV), male gender, environmental factors (e.g., alcohol consumption, smoking and exposure to aflatoxin), and ethnic background [11] [12] [13] [14] [15] [16] . Recent studies provided additional evidence of the pivotal role of inflammation in patients with chronic HBV infection, which may result in cirrhosis following secondary necroinflammation with the eventual progression to HCC 17, 18 . Pro-inflammatory mediators, such as interferons and cytokines, are produced after the binding of the HBV core protein to membrane heparin sulfate exposed on the cell surface of human hepatoma cells 19, 20 . Interleukin-37 (IL-37), a member of the IL-1 family, is an anti-inflammatory cytokine produced by immune cells and suppresses the production of inflammatory cytokines in several types of disease. It has been shown that IL-37 is capable of reducing the activity of both innate and specific immune responses 21, 22 . Zhao et al. (2014) showed that decreased expression of IL-37 was correlated with HCC progression 23 , and elevated serum IL-37 levels have been observed in patients infected with HBV and treated with telbivudine 24 . Several studies have shown that there is a significant association between certain genetic variations within the IL-37 gene and several diseases, including tuberculosis 25, 26 , coronary artery disease (CAD) 27 , and autoimmune-based thyroid diseases 28 . Despite the implementation of anti-HBV immunization programs for newborns, there are still approximately 5,000 new patients diagnosed with HBV infection per year in Saudi Arabia 4, 29 . In this study, we investigated the association between IL-37 SNPs and disease sequelae associated with HBV infection in a Saudi Arabian population.
Materials and Methods
patients. Peripheral blood samples were collected from 1274 patients infected with HBV and 599 normal healthy volunteers of Saudi origin from three major hospitals in Riyadh City, including King Faisal Specialist Hospital and Research Center (KFSHRC), King Khalid University Hospital (KKUH), and Prince Sultan Military Medical City (PSMMC). Written informed consent was obtained from participating individuals, and the study was approved by the institutional review board of the participating hospitals in accordance with the Helsinki Declaration of 1975. The patients were grouped in five categories based on disease severity: group I included patients who cleared HBV (n = 400), group II patients with inactive HBV infection (n = 563), group III patients with active HBV infection (n = 217), group IV patients with HBV-associated cirrhosis (n = 64), and group V patients with cirrhosis diagnosed with HCC (n = 30). Control subjects were characterized by the absence of any known serological marker for HBV.
tagsNp selection. The SNP data of the entire IL-37 gene were downloaded from the 1000 Genomes Project Database (GPD; http://www.internationalgenome.org). All genetic variants with a minor allele frequency ≥ 0.05 and located within the IL37 genomic region (Chromosome 2: 113,670,548-113,676,459, GRCh37) plus a flanking region of 7 kb were extracted from the 1000 Genome Project -Phase 3 30, 31 . The Tagger tool as implemented in Haploview Software (Broad Institute of MIT and Harvard, Cambridge, MA, USA, version 4.2) was used to select tag SNPs that span this genomic region using the pairwise tagging method and an r 2 threshold of 0.8. Of the identified 134 variants in the 1000 GPD, we selected 10 tag SNPs that captures 103 (76%) alleles at r 2 ≥ 0.8 with a mean max r 2 equal to 0.925. The final set of SNPs investigated in this study was rs2723176, rs2723175, rs2723186, rs2723168, rs4364030, rs3811047, rs28947200, rs4392270, rs4849133, and rs2708973.
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Inactive (n = 563) Active (n = 217) Cirrhosis (n = 64) HCC (n = 30) Healthy Control (n = 599) Clearance (n = 400) p-value Continued www.nature.com/scientificreports www.nature.com/scientificreports/ Genotyping of IL-37 sNps. Genomic DNA was extracted from the buffy coats isolated from patients with HBV using the Gentra Pure Gene kit (Qiagen, Hilden, Germany). Patient and control samples were genotyped for the ten selected SNPs using the 7900 HT Fast Real Time PCR System (Applied Biosystems, Foster City, CA, USA). The reagents used included universal TaqMan master mix, amplifying primers, and probes specific for each SNP and were purchased from Applied Biosystems. For each SNP, one allelic probe was labeled with FAM dye and the other with fluorescent VIC dye. The reaction was performed in a 96-well plate in a total reaction volume of 25 µL using 20 ng of genomic DNA. The TaqMan assay was subsequently read and analyzed by an automated software sequence detection system (SDS, version 2.4.1).
statistical analysis. Statistical analysis was performed using the SPSS version 20.0 (SPSS Inc., Chicago, IL, USA) and HaploView version 4.2. The association between the IL-37 tag SNPs and disease status was expressed in odds ratio (OR) and 95% confidence intervals (CI). A statistically significant level of association was corrected for multiple testing, and only associations less than 0.00125 were considered significant. The SNPs were tested for the Hardy-Weinberg equilibrium (HWE) using Haploview software. A cut-off p-value of 0.05 was set for the HWE, and SNPs were excluded if they did not meet this value. OR values with CI calculated in fixed or random-effects models were used to estimate the strength of the association.
Results
Characteristics of the study subjects. the HBV-infected group and control subjects are summarized in Table 2 . The major allele homozygous genotype for each SNP was defined as the reference (Ref) genotype. Our results showed that two SNPs within the IL-37 gene (rs2723175 and rs2708973) were significantly associated with a higher risk for HBV infection compared to the healthy controls (Table 2 ). In particular, both SNPs were associated with the highest risk of HBV infection under the dominant model (p < 0.0001, OR = 5.895, 95% CI = 4.216-8.243 and p < 0.0001, OR = 2.768, 95% CI = 1.727-4.438, respectively). Three other SNPs showed suggestive significance at a nominal p-value threshold (rs4849133, rs28947200, and rs2723186). The TT genotype of rs28947200 was associated with a lower number of patients infected with HBV (p = 0.004, OR = 0.462, 95% CI = 0.268-0.796), whereas rs4849133 was related to the risk of HBV infection under both the dominant and recessive models (p = 0.015, OR = 1.419, 95% CI = 1.069-1.885; p = 0.029, OR = 0.552, 95% CI = 0.321-0.947, respectively) compared to healthy controls. The minor allele A of rs2723186 was associated with patients infected with HBV at a nominal p-value, with OR = 1.424, 95% CI = 1.045-1.939 and p-value = 0.024. No significant difference in the genotype and allele distributions of rs2723176, rs2723168, rs4364030, rs3811047, and rs4392270 SNPs was observed in patients infected with HBV compared to the healthy controls (Table 2) .
Genotype and allele distribution were also determined in patients infected with HBV and the HBV clearance group due to the natural host immune response. Among the ten IL-37 polymorphisms, four SNPs (rs2723176, rs2723186, rs4364030 and rs4392270) were significantly associated with a predisposition for HBV clearance compared to patients with chronic HBV infection ( Table 3 ). The A allele of rs2723176, compared to the C allele, showed the highest correlation with HBV clearance (p < 0.0001, OR = 0.517, 95% CI = 0.373-0.716). Under the dominant model, there was a significant association for rs2723176 when comparing chronically infected patients www.nature.com/scientificreports www.nature.com/scientificreports/ with the clearance group (AA + AC vs CC, p = 0.0002, OR = 0.519, 95% CI = 0.365-0.738). In addition, the AG genotype of rs2723186, compared to the GG genotype (p < 0.0001, OR = 0.369, 95% CI = 0.250-0.543) exhibited a decreased risk of HBV infection. An individual carrying the G minor allele of rs4364030 showed improved viral clearance, with a p-value of 0.0002 and an OR of 0.716 with a 95% CI value of 0.601-0.853. The heterozygous genotype AG of rs4392270 was positively associated with HBV clearance with a p-value < 0.0001, and the A allele was found to be associated with a decreased risk of HBV infection at a nominal p-value level (p = 0.012, OR = 0.667, 95% CI = 0.485-0.918). Similarly, a significant association at a nominal p-value of rs4849133 heterozygous CT genotype was found, when compared to the dominant TT genotype, with p = 0.017 and OR = 0.681. However, two SNPs, rs2723175 and rs28947200, were associated with an increased risk of HBV infection ( Table 3 ). The rs2723175 AG genotype was found to be associated with patients infected with HBV with a p-value < 0.0001 (OR = 10.614 and CI = 6.097-18.480). The rs28947200 CT genotype was associated with the highest risk of HBV infection (p < 0.0001, OR = 20.389, 95% CI = 4.986-83.377) when comparing patients with HBV to the clearance group. No significant difference was found between the HBV clearance group and the HBV infected group in the remaining SNPs (Table 3) .
Genotype and allele frequency distributions of IL-37 polymorphisms associated with HBV-related liver diseases. Genotypic and allelic distributions were determined in patients characterized as inactive HBsAg carriers and patients infected with HBV who were considered as active carriers including patients who developed cirrhosis and HCC. Only two SNPs were found to be significantly associated with progression to more severe liver abnormalities at a nominal p-value level; rs4392270 with a p-value of 0.007 (OR = 1.731, 95% CI = 1.159-2.587), and rs4849133 (p-value = 0.021, OR = 1.583, 95% CI = 1.069-2.345). No significant difference in the genotype and allele distributions of the other SNPs was observed between the inactive group compared to the group of patients considered as active carriers, cirrhosis and HCC (Table 4) .
To assess the influence of IL-37 polymorphism on the risk of HBV-mediated liver disease progression to end-stage liver diseases (liver cirrhosis and/or HCC), the genotype and allelic distributions were analyzed between patients actively infected with HBV and the patients diagnosed with liver cirrhosis with and without HCC. The CT genotype of rs4849133 was found to be nominally significantly associated with progressing to cirrhosis (p = 0.047, OR = 1.986, 95% CI = 1.001-3.940) ( Table 5) , as well as to cirrhosis with HCC (p = 0.025, OR = 1.990, 95% CI = 1.082-3.658) ( Table 6 ). No significant difference in the genotype and allele distributions of the other SNPs were observed between patients infected with HBV characterized as active carriers and patients diagnosed with liver cirrhosis or liver cirrhosis with HCC.
Haplotype analysis. The haplotype combinations for the IL-37 polymorphisms and their genotypic distribution in HBV-infected patients and the clearance group were determined. The haplotype containing the C allele of rs4364030, A allele of rs3811047, and C allele of rs2723176 (CAC) (Supplementary Fig. 1 ) was found to be significantly associated with HBV clearance (p < 0.0001, freq. = 0.402) ( Table 7) . Moreover, the distribution of two haplotypes (GGC and CAA) with lower frequencies was found to be significantly different when comparing patients infected with HBV to the clearance group (p < 0.0001, freq. = 0.313; p < 0.001, freq. = 0.055, respectively) ( Table 7) .
Discussion
In the absence of an effective anti-HBV treatment 32 , there is an urgent need for predictive genetic tools to characterize patients with a higher susceptibility to HBV infection, clearance and to HBV-mediated liver diseases. Such genetic screening could support improved therapeutic outcomes 32 . It is well-established that host genetic variations are highly important in the development of HCC in HBV-infected patients. Therefore, it is essential to identify biomarkers for high-risk patients for improved management and treatment. Such markers could be useful in predicting tumor aggressiveness, progression and clinical phenotype. Host genetic markers have been identified for colorectal cancer 33 , breast cancer 34 and other types of cancer 35 . As immunity plays a pivotal role in the natural course of HBV, the outcome of the infection, and the pathogenesis of liver disease, the genes encoding inflammatory mediators (e.g., TNF-α, TGF-β, and IL-37) may be prospective candidates to predict the progression of HBV-mediated disease severity 36, 37 . Here, we investigated the frequency of genetic variants within the IL-37 gene, a recently discovered immune-suppressive cytokine, and determined the degree of association with HBV infection and different levels of HBV-related pathogenesis progression. More specifically, we were interested in identifying any association between the studied SNPs and spontaneous HBV clearance and/or development of severe forms of HBV-associated disease, such as those involving development of liver complications. Among ten IL-37 SNPs genotyped, our results revealed that the A allele of rs2723175 was strongly associated with the risk of HBV infection and viral clearance. Additionally, rs4849133 showed a suggestive association with risk for being an active HBsAg carrier and for HBV-mediated end-stage liver disease progression.
Increased risks for HBV infection and HBV-related liver disease are primarily influenced by host factors such as age, gender, BMI, and genetic characteristics 38, 39 . In this study, we confirmed the positive influence of these host factors on the increased risk for HBV infection and for HBV-related liver disease. However, on an individual basis, the search for potential predictive genetic risk factors for HBV infection and HBV-mediated end-stage liver disease progression has raised considerable attention in the field of human medical genetics for improved therapeutic management approaches.
In a normal non-infected state, the human liver contains resident antigen-nonspecific immune cells involved in innate immunity, such as natural killer cells, dendritic cells and macrophages named Kupffer cells. The liver also contains cells involved in adaptive immunity including antigen-specific immune T and B cells. Following liver infection with HBV, inflammation occurs due to the production and release of inflammatory cytokines by 19, 40 . It has been reported that IL-37 inhibits various functions, such as antigen presentation 21 , macrophage activation 41 , and cytokine production 42 . Here, among the ten IL-37 SNPs screened, half show a significant association of susceptibility to HBV infection, including rs2723175, which in our study was found to be strongly disease-associated variants through the heterozygous AG genotype with a dominance of risk allele "A". Among the ten IL-37 SNPs analyzed in the Saudi population, three SNPs, rs2723176, rs2723186, rs3811047, have been reported to have a genetic predisposition for auto-immune thyroid disease in the Chinese population 28 . Polymorphisms of other anti-inflammatory cytokines such as IL-10 and IL-4 are also reported to be strongly associated with the outcome of HBV infection 43, 44 . HBV clearance and clinical recovery occur mainly through the induction of effective intrahepatic virus-specific CD4 + and CD8 + T cells 45 . Thus, the loss of T-cell activity or a decrease in T-cell ability to produce key antiviral and immune stimulatory cytokines shifts from HBV viral clearance toward HBV viral persistence. In comparison with patients undergoing HBV clearance, two IL-37 polymorphisms (rs2723175 and rs28947200) were strongly associated with HBV infection, suggesting an inhibition of T-cell activity which reinforces the immunosuppressive effects of IL-37. IL-37 has also been demonstrated to inhibit antigen-specific T-cell proliferation 46 . In addition, IL-37 has been demonstrated to be expressed by immunosuppressive regulatory T cells 47 , which are correlated with chronic HBV infection and demonstrated to exert an active influence on HBV clearance 48 . However, six out of ten polymorphisms, including rs4849133, were associated with HBV clearance compared to HBV infection. This strong positive correlation of IL-37 polymorphisms with HBV clearance suggests an inability of IL-37 genetic variants to inactivate T-cell activity and subsequently offering a protective role of IL-37 polymorphisms for HBV clearance. In a normal non-infected person, low levels of steady state IL-37 mRNA and protein are found expressed in monocytes, dendritic cells, and plasma cells. However, under inflammatory conditions, IL-37 gene expression is stimulated with pro-inflammatory cytokines, such as IL-1β, IL-18, TNF-α, IFN-γ, and TGF-β, or Toll-like receptor (TLR) ligands, and downregulated by IL-12, IL-32, and GM-CSF plus IL-4. This immune mechanism suppresses the proinflammatory cytokines IL-1β, IL-1α, IL-6, M-CSF, and GM-CSF but not the anti-inflammatory cytokines IL-10 and IL-1Ra 22 . Thus, a comparative study of IL-37 genetic variants in patients infected with HBV for IL-37 production, at both the transcript and protein levels, will clarify the role of IL-37 in HBV clearance and persistence.
Globally, inactive HBsAg carriers form the largest group in chronic HBV-infected patients, indicating the tolerogenic status of HBV immunopathogenesis as patients infected with HBV do not display any discernable clinical disease. In contrast to inactive HBsAg carriers, the active carriers contain a high level of serum HBV Table 7 . Haplotype frequencies of IL-37 between the clearance group and patients infected with HBV. * Case = HBV-Infected patients, Control = Clearance group. Bold indicate significance.
